after one day, and a significant reduction was seen after two to three days in culture.
The degree of reduction in cell number was in direct proportion to the amount of CM used, with a maximal effect occurring when cultures were supplemented with 30%
CM. Cultures pretreated with or without mitomycin-C showed a consistently similar proportion of cytolysis. The cultures that were supplemented with the control medium instead of CM showed similar growth kinetics as that of untreated cultures. As sum marized in Table 1 , an approximate 82% to 90% reduction in cell number was observed in the tumor cell lines, and an approximate 77% to 90% reduction in the normal fibro blast lines after three days in culture with 30% CM, as compared to those cell numbers obtained from cultures which had been treated with the control medium. The long term effect of CM on tumor cells was analyzed by observing CE after fourteen days in culture. The reduction in CE was directly related to the amount of CM used, as is also shown in Table 1 . A range of 82% to 97% reduction in CE was seen in the four tumor cell lines when cultured with 30% CM, as compared to that of cultures treated with control medium (Figure 2 ). The normal fibroblast cultures did not show any colony formation during the growth period and therefore could not be assayed by this procedure. These observations indicate that CM treatment of cells causes cytoreduction which supports the interpretation of the results of the experiments from cell count and growth kinetics.
Membrane permeability and lysis. To analyze the CM activity in cytoreduction, membrane permeability change and cell lysis during the culture period were investigated.
Cell permeability was analyzed by the flow cytometric measurement of DNA fluores cence, stained with propidium iodide after permeation of the dye into the cells. During lytic effect of CM on cells was observed in both of these assays, with significant early cell lysis seen after one day in culture with CM (Figure 4) . A more significant amount of release of both LDH and [3H]thymidine was seen after two to three days, and was proportional to the amount of CM supplementation. As summarized in Figure 4 , average increases of 110% in the release of LDH and 50% in [3H]thymidine release were seen in CM treated cells, compared to cells treated with the control medium. There was no detectable amount of LDH in CM or in control medium. The process of cell lysis during the culture period was seen, in line with the observations of cell number reduction and membrane permeability increase.
Nature of the cytolytic activity and the producing cells. To determine the cell types involved in producing the lytic activity present in lymphocyte CM, conditioned media were prepared from various cell types obtained from normal PBL. They included T lymphocyte or B lymphocyte enriched preparations and monocyte-depleted lymphocyte preparations. The activity of each CM produced from these different cell types was then tested by analyzing its capacity to lyse target tumor cells. Table 2 summarizes these experiments and shows that, while monocyte-depleted preparations and unsepa rated lymphocyte preparations produced CM with lytic activities, CM prepared from B or T lymphocyte enriched preparations both showed activity, with T lymphocytes producing CM having the strongest activity. This indicates that both B and T lympho cytes may be important for the lytic activity of CM.
To analyze the role of gamma interferon, which is present in CM at approximately 200 to 1,200 U/ml, in relation to cell lysis, purified human gamma interferon was added to some cultures. The use of up to 500 U/ml of human gamma interferon, which 
